Due to its high sensitivity and reproducibility, quantitative real-time PCR (qPCR) is practiced as a useful research tool for targeted gene expression analysis. For qPCR operations, the normalization with suitable reference genes (RGs) is a crucial step that eventually determines the reliability of the obtained results. Although pepper is considered an ideal model plant for the study of non-climacteric fruit development, at present no specific RG have been developed or validated for the qPCR analyses of pepper fruit. Therefore, this study aimed to identify stably expressed genes for their potential use as RGs in pepper fruit studies. Initially, a total of 35 putative RGs were selected by mining the pepper transcriptome data sets derived from the PGP (Pepper Genome Platform) and PGD (Pepper Genome Database). Their expression stabilities were further measured in a set of pepper (Capsicum annuum L. var. 007e) fruit samples, which represented four different fruit developmental stages (IM: Immature; MG: Mature green; B: Break; MR: Mature red) using the qPCR analysis. Then, based on the qPCR results, three different statistical algorithms, namely geNorm, Normfinder, and boxplot, were chosen to evaluate the expression stabilities of these putative RGs. It should be noted that nine genes were proven to be qualified as RGs during pepper fruit development, namely CaREV05 (CA00g79660); CaREV08 (CA06g02180); CaREV09 (CA06g05650); CaREV16 (Capana12g002666); CaREV21 (Capana10g001439); CaREV23 (Capana05g000680); CaREV26 (Capana01g002973); CaREV27 (Capana11g000123); CaREV31 (Capana04g002411); and CaREV33 (Capana08g001826). Further analysis based on geNorm suggested that the application of the two most stably expressed genes (CaREV05 and CaREV08) would provide optimal transcript normalization in the qPCR experiments. Therefore, a new and comprehensive strategy for the identification of optimal RGs was developed. This strategy allowed for the effective normalization of the qPCR analysis of the pepper fruit development at the whole pepper genome level. This study not only explored the optimal RGs specific for studying pepper fruit development, but also introduced a referable strategy of RG mining which could potentially be implicated in other plant species.
Due to its high sensitivity and reproducibility, quantitative real-time PCR (qPCR) is practiced as a useful research tool for targeted gene expression analysis. For qPCR operations, the normalization with suitable reference genes (RGs) is a crucial step that eventually determines the reliability of the obtained results. Although pepper is considered an ideal model plant for the study of non-climacteric fruit development, at present no specific RG have been developed or validated for the qPCR analyses of pepper fruit. Therefore, this study aimed to identify stably expressed genes for their potential use as RGs in pepper fruit studies. Initially, a total of 35 putative RGs were selected by mining the pepper transcriptome data sets derived from the PGP (Pepper Genome Platform) and PGD (Pepper Genome Database). Their expression stabilities were further measured in a set of pepper (Capsicum annuum L. var. 007e) fruit samples, which represented four different fruit developmental stages (IM: Immature; MG: Mature green; B: Break; MR: Mature red) using the qPCR analysis. Then, based on the qPCR results, three different statistical algorithms, namely geNorm, Normfinder, and boxplot, were chosen to evaluate the expression stabilities of these putative RGs. It should be noted that nine genes were proven to be qualified as RGs during pepper fruit development, namely CaREV05 (CA00g79660); CaREV08 (CA06g02180); CaREV09 (CA06g05650); CaREV16 (Capana12g002666); CaREV21 (Capana10g001439); CaREV23 (Capana05g000680); CaREV26 (Capana01g002973); CaREV27 (Capana11g000123); CaREV31 (Capana04g002411); and CaREV33 (Capana08g001826). Further analysis based on geNorm suggested that the application of the two most stably expressed genes (CaREV05 and CaREV08) would provide optimal transcript normalization in the qPCR experiments. Therefore, a new and comprehensive strategy for the identification of optimal RGs was developed. This strategy allowed for the effective normalization of the qPCR analysis of the pepper fruit development at the whole pepper genome level. This study not only explored the optimal RGs specific for studying pepper fruit development, but also introduced a referable strategy of RG mining which could potentially be implicated in other plant species.
INTRODUCTION
Over the last several decades, pepper (Capsicum annuum L.) has become an economically important vegetable all over the world. Unlike tomato plants, which are a typical respiratory climacteric fruit (Colombie et al., 2016) , pepper fruit development has drawn the attention of researchers, due to its representative non-respiratory climacteric properties . During the course of pepper fruit development, a number of complex developmental processes and regulatory pathways have been determined to contribute to the overall changes in fruit size, texture, and other substance compositions (Klee and Giovannoni, 2011; Gómez-García and Neftalí Ochoa-Alejo, 2013; Ruiz-May and Rose, 2013) .
The recent technical progress which has been made regarding physiological and molecular tools has enabled the effective elucidation of the complicated biological processes which occur during fruit development. For instance, quantitative real-time PCR (qPCR) is a frequently used biological means for elucidating the molecular mechanisms of the genes of interest which are involved in various biological processes, such as the carotenoid and capsaicin metabolisms in pepper fruit (Curry et al., 1999; Ginzinger, 2002; Sung et al., 2005) . In qPCR experiments, the gene expressions can be quantified by normalization with one or more of the stably expressed internal reference genes (RGs) (Pfaffl et al., 2004; Huggett et al., 2005) . This process can remove the non-biological variations caused by such factors as the different amounts and quality of the starting material, variable enzymatic efficiency of the reverse transcription, or sample differences in the overall transcriptional activity (Suzuki et al., 2000; Bustin et al., 2005; Exposito-Rodriguez et al., 2008) . Accordingly, it is known that the stabilities of the internal RGs are critical for reliable and accurate qPCR results (Huggett et al., 2005; Gutierrez et al., 2008; Guénin et al., 2009) .
Generally speaking, an optimal RG should be defined as a gene which is stably expressed among various tissues, and under different experimental treatments (Czechowski et al., 2005; Huggett et al., 2005; Exposito-Rodriguez et al., 2008) . However, as demonstrated in the results of some recent studies, several well-known and frequently used RGs have been proven to be inappropriate for normalization due to their expression variabilities under certain conditions (Czechowski et al., 2005; Jain et al., 2006; Exposito-Rodriguez et al., 2008; Gutierrez et al., 2008; Jian et al., 2008; Remans et al., 2008; Jarosova and Kundu, 2010; Mascia et al., 2010; Wang et al., 2012) . In practical terms, the expression levels of most RGs have been determined to be dependent on specific conditions, including tissue types, developmental stages, and experimental set-ups. Therefore, no single RG has been found to be widely applicable under various experimental conditions. Moreover, it has been well recognized that at certain times a single RG may not be adequate for accurate normalization in gene expression analyses (Yoo et al., 2009; Wang et al., 2012) . Therefore, a systematic valuation of RGs should be conducted prior to their use in specific qPCR analysis in order to achieve more reliable results (Bustin et al., 2009; Guénin et al., 2009) .
To date, several stable RGs have been specifically identified for the qPCR analyses of fruit development in different plant species, such as watermelon Kong et al., 2015) , papaya (Zhu et al., 2012) , and blueberry (Die and Rowland, 2013) . However, even though considerable attention has been given to the molecular mechanism of pepper fruit development (Jang et al., 2015; Liu et al., 2017) , the RGs in pepper fruit have not yet been characterized. Only a small number of the previous related studies focused on the identification of the optimal RGs for qPCR analysis under various stress conditions, or in different pepper tissues, and these studies were mainly based on the evaluation or validation of some previously reported candidate RGs (for example, house-keeping genes) under various conditions (Wan et al., 2011; Wang et al., 2012) . Currently, due to the completion of the genome sequencing of pepper (C. annuum L.; Kim et al., 2014; Qin et al., 2014) , there is now an opportunity to re-identify the best RGs for normalization under different conditions within the entire genome level. Therefore, considering the high complexities of fruit developmental processes, this study's aim was to identify some novel optimal RGs for future qPCR analyses of pepper fruit development, based on the availability of the pepper genome database Qin et al., 2014) .
In this study, the expression stabilities of all of the pepper (C. annuum L.) genes during the various fruit developmental stages were initially evaluated, based on the published RNAseq data Qin et al., 2014) . A total of novel stably expressed genes were identified as putative RGs, and were further validated through a qPCR technique. Then, using three different statistical algorithms (geNorm, Normfinder, and Boxplot) which had been designed to evaluate the expression stabilities of the genes (Vandesompele et al., 2002; Andersen et al., 2004; Pfaffl et al., 2004) , 10 optimal genes were identified as qualified RGs for normalization during different stages of the pepper fruit development (IM, MG, B, and MR). Moreover, in accordance with the geNorm algorithm, the combined use of the two top-ranked RGs (CaREV05 and CaREV08) could potentially improve the reliability of the qPCR results. When taken together, and based on the availability of the entire pepper genome, the optimal RGs for pepper fruit developmental study were comprehensively identified and evaluated through largescale biological information mining, and qPCR techniques. The results not only provided useful and referable RG resources for the accurate studies of gene expressions in the fruit development of pepper and other non-climacteric plants, but also shed light on the effective identification system for the best RGs under various plant conditions.
MATERIALS AND METHODS

Collection and Evaluation of the Previously Reported RGs
In this study, the pepper RGs reported by the previous research studies (Wan et al., 2011; Wang et al., 2012) were selected in order to evaluate the expression stabilities during the stages of pepper (C. annuum L.) fruit development based on the RNA-seq data (http://peppergenome.snu.ac.kr/; http:// peppersequence.genomics.cn/). Furthermore, the orthologous genes of 5 and 12 RGs which had been identified during the fruit development stages in tomato and watermelon (Coker and Davies, 2003; Kong et al., 2015) , respectively, were also used to evaluate the stability of the gene expression in pepper. The details, including the accession number and gene description, are listed in Table 1 . In this study, based on the RNA-seq data which had been previously reported Qin et al., 2014) , the Reads Per Kilobase Million (RPKM) value of each of the orthologous genes was collected. Also, the average expression in the different fruit developmental stages were calculated (Supplemental Table 1 ). The relative expression levels per gene were obtained by dividing the expression values of all the development stages of the fruit by the calculated average expression (Figures 1A,B) .
Selection and Validation of the Stably Expressed Genes in the RNA-Seq Data Sets
In this research study, by utilizing the entire sets of RNA-seq data files Qin et al., 2014) , the genes with RPKM values between 200 and 2,000 (medium expressions) at all of the development stages of the fruit were selected (Supplemental Table 2 ). The CV (co-efficient variation) value of each gene was calculated (Supplemental Table 2 ), and the genes with CV ≤ 0.35 were chosen as the putative RGs in the following qPCR analysis ( Table 2) .
Plant Materials Used in This Study
In this study's experiments, the pepper (C. annuum L.) inbred line "007e" was used. Its fruit characteristically become fully The common genes derived from different homologous are labeled in bold (for example: CA04g21850, Capana12g001934).
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The total RNA from all of the samples was isolated using the TRIZOL reagent from the frozen samples, in accordance with the manufacturer's protocol (Tiangen, Beijing, China). The concentration and purity of the extracted RNA were measured using a BioDrop ULite spectrophotometer (Biochrom, England). The RNA samples with A260/A280 > 1.8 and A260/A230 > 2.0 (which indicated good RNA quality) were used in this experiment. All of the RNA samples were adjusted to the same concentration in order to ensure that the RNA input was homogenized for subsequent reverse transcription reactions. Then, in accordance with the manufacturer's instructions (TIANGEN, Beijing, China), the genomic DNAs (gDNA) were eliminated from the RNA samples, and the single-stranded cDNAs were synthesized.
Primer Design and qPCR Analysis
In this study, gene-specific primers were designed using a Realtime PCR (TaqMan) primer design (http://www.genescript.com; the primer details are listed in Table 2 ). A qPCR analysis was performed in a 96-well plate using an SYBR Green-based PCR assay. A 20 µL reaction mixture, which contained 6 µL of diluted cDNA (10 ng); 10 µL of SYBR Green PCR Master Mix (Invitrogen, USA); 250 nM of each primer; and 0.1 µL of ROX, was prepared. The mixture was subjected to the following program: 10 min at 94 • C; 30 cycles of 45 s at 94 • C; 45 s at 55 • C; and 1 min at 72 • C, following a 7-min extension at 72 • C (ABI realtime PCR system, USA). There were three technical duplications performed for all of the reference genes. At this point, melting curves were created and exhibited for all the investigated qPCR
Frontiers in Plant Science | www.frontiersin.org Figure 1) . The amplified products were resolved on 1.5% agarose gel (Supplemental Figure 2) . The amplification efficiency (E) and correlation coefficient (R 2 ) for each of the genes were calculated using a standard curve method ( Table 2) .
Evaluation of the Expression Stability
The expression levels of the tested genes were obtained through the qPCR experiments, and the results were depicted as Ct values (Supplemental Table 4 ). A Boxplot was drawn using the stock chart in Excel 2007 in order to show the expression variations of each gene. The difference between whisker-up limit and floor limit (Whisker D-value) in the Boxplot was then calculated, as shown in Figure 3 . The amplification efficiency (E) was calculated with the following formula: E = (10 −1/slope -1), and the slope was generated by amplifying the 10-fold serial dilution of the cDNA samples. As described previously, geNorm and NormFinder software packages were used in this study to evaluate the gene expression stability (Vandesompele et al., 2002; Andersen et al., 2004) . The geNorm applet provided a measure of the gene expression stability (M), and created a stability ranking via the stepwise exclusion of the least stable genes. In other words, the genes with the lowest M values were the genes with the highest expression stability. In addition, the geNorm also provided the pairwise variation values (V) for the determination of the least number of RGs required for reliable normalization. No additional genes were required for normalization when the pairwise variation (Vn/n + 1) was below 0.15 (Vandesompele et al., 2002) . The NormFinder approach has been developed to measure the variations across groups, and to determine the expression stabilities of the tested genes (Andersen et al., 2004) .
The stability values acquired from the Boxplot, geNorm and NormFinder are listed in Supplemental Table 5 .
Determination of the CaPAL Expression and Capsaicin Content Levels during the Development of Pepper Fruit
This study's samples were collected from pollinated "007e" pepper fruit at 30 dpp (days past pollination), 40, 50, and 60 dpp, respectively. The expression pattern of the CaPAL gene (Capana04g000187) is known to be associated with the accumulation of capsaicin in pepper fruit (Curry et al., 1999; Perucka and Materska, 2001 ). The primer sequences for the CaPAL gene are F: 5 ′ -GGTCCCAATGGTGAGAA ACTTAATGC-3 ′ and 5 ′ -AACAGGACCATCGACGCCAT-3 ′ . These sequences were designed according to the previously mentioned methods. The two top-ranked RGs identified in this study (CaREV05 and CaREV08), as well as CaUBI-3 (Capana06g002873, a previously identified RG in pepper) (Wan et al., 2011) , were used for the normalization. The relative expression levels of the CaPAL gene were calculated based on a 2 − Ct algorithm. The normalization factor of two RG combinations was calculated using the geometric mean. Then, fresh pepper fruit at four different developmental stages (IM, MG, B, and MR) were collected for the RNA extraction, and the subsequent gene expression analysis. The extraction and measurement of the capsaicin content levels were conducted according to the previously described methods (Sung et al., 2005) . Three biological replicates were adopted in the qPCR analysis and capsaicin content level measurements.
RESULTS
Evaluation of the Previously Identified RGs during the Development of the Pepper Fruit
In this study, two pepper (C. annuum L.) genome databases which had been obtained by different research groups (PGP: Pepper Genome Platform, http://peppergenome.snu.ac.kr/; and PGD: Pepper Genome Database, http://peppersequence. genomics.cn/), Qin et al., 2014) were used for the analysis. Then, based on the previously reported RGs for pepper (Wan et al., 2011; Wang et al., 2012) , 12 paralogous genes (identities > 97%) from the PGP and PGD, respectively, were identified (Table 1) . Moreover, this study collected five previously reported candidate RGs for tomato fruit (Coker and Davies, 2003) , and 12 candidate RGs for watermelon fruit (Kong et al., 2015) , for a total collection of 17 orthologous genes in each of the databases (PGP and PGD) ( Table 1) . Among the identified homologs of the reported RGs, three genes (CA04g21850 in the PGP; and Capana12g001934, Capana04g000187 in the PGD) were found to be redundant. Therefore, a total of 45 pepper homologous genes of RGs (28 from the PGP; 27 from the PGD) were collected in the present study. The detailed information regarding these RGs was acquired from NCBI, TFGD, and CuGenDB (see details in the materials and methods section), and is listed in Table 1 .
In the RNA-seq data derived from the PGP, the RPKM values of these 28 RGs, in seven different developmental stages of the fruit (6DPA, 16DPA, 25DPA, MG, B, B5, and B10), from the pericarp and placenta of two accessions (C. annuum L. Var. CM334 and C. annuum L. Var. ECW), were used to evaluate their expression stabilities (Supplemental Table 1 ). Among these, eight genes (CA08g18890, CA09g18320, CA04g20140, CA04g21850, CA07g21150, CA06g20620, CA08g17190, and CA12g22930) were not available for further evaluation, due to the incomplete RNA-seq data obtained from the PGP (Supplemental Table 3 ). Similarly, for the RNA-seq data of the PGD, the expression levels of the 27 genes in nine fruit developmental stages of the C. annuum L. Var. Zunla-1 were demonstrated (Supplemental Table 1 ). Then, based on the RPKM values of these 47 reported RGs (20 from the PGP, 27 from the PGD), this study analyzed the relative expression of all of the genes among the different developmental stages of the pepper fruit (Supplemental Table 2 Table 3 ). Some of the CV values were even higher than 1.5 (CA12g08730 [2.41] and CA05g03820 [1.53]), which indicated that these genes displayed poor expression stabilities during the pepper fruit development. In regard to the 27 reported RGs collected from the PGD, it was determined that 10 of these showed unqualified variations (CV > 0.35) as RGs for the fruit developmental analysis ( Figure 1B) . Further analysis demonstrated that, among the remaining 17 stably expressed reported RGs, most of these (13/17) had average expression levels (RPKM values) of less than 200 (Supplemental Table 1 ), which indicated that they were not qualified for normalization due to their low expression levels. It was determined that only the PPKM values of four RGs, i.e., Capana06g002575 (668.6), Capana00g001862 (802.4), Capana12g002146 (1298.6), and Capana09g000354 (404.9), were high enough (>200) to be considered as candidate RGs (Supplemental Table 1 ). Therefore, this study concluded that the majority of the previously reported RGs were not well qualified for normalization in the different developmental stages of the pepper fruit.
Identification of the Putative RGs Based on RNA-Seq Data Analysis
In the present study, a strategy was developed to identify the corresponding candidate RGs, and to evaluate their expression stabilities during the different stages of pepper fruit development. A total of 74 genes with RPKM values ranging from 200 to 2,000 during the various stages of the fruit development were identified from the PGP and PGD, respectively, by searching all the sets of RNA-seq derived data (Supplemental Table 2 ). The CV values of these 74 genes were then calculated. It was found that more than half (48/74) of the CV values were lower than 0.35 (Supplemental Table 3 ). These 48 genes, including 18 genes from the PGP, and 30 genes from the PGD, are detailed in Table 2 . Further analysis revealed that the genes identified from the entire genome level were more stable than those previously reported candidate RGs during the different developmental stages of the pepper fruit (Figure 1) .
qPCR Analysis of the Putative RGs Identified during the Pepper Fruit Development
The intention of this study was to validate the expression stability of the 48 genes as RGs for pepper fruit developmental study using a qRCR analysis. The results showed that the gene sequences of three candidate RGs (CA00g85580, CA01g17580, and CA00g30920) were missing due to the incomplete genome database information. Also, the proper primers of 10 candidate RGs (for example, CA05g03890 and Capana03g001101) for the qPCR analyses could not be designed due to their short cDNA sequences, or their high homologies with other genes in the pepper plants. Therefore, a total of 35 candidate RGs, which were designated as CaREV01 to CaREV35, were eventually chosen for the further expression validation in the qPCR analysis ( Table 2) .
As shown in Table 2 , the amplicon lengths of the 35 candidate RGs ranged from 68 bp (CaREV02) to 198 bp (CaREV08). A qPCR amplification was carried out with specific primers based on the mRNA sequences of the 35 candidate RGs, as listed in Table 2 . The melting curve analysis showed a single product peak (Supplemental Figure 1) , which meant that no non-specific amplicons were observed in the absence of the template amplification. Furthermore, the PCR-amplification specificities of the 35 primer pairs were verified by agarose gel electrophoresis using cDNA templates (Supplemental Figure 2) . The amplification efficiencies (E) of these candidate RGs were found to vary from 0.71 (CaREV18) to 1.7 (CaREV10), and more than half of the primer pairs (18/35) ranged from 0.9 to 1.1, which indicated optimal primer pairs ( Table 2) . However, the amplification efficiencies (E) of three of the genes (CaREV02, CaREV04) could not be calculated, due to their low transcript level in the pepper fruit ( Table 2; Supplemental Table 4 ). The correlation coefficients (R 2 ) of the 35 candidate RGs ranged from 0.941 (CaREV17) to 1 (CaREV06, CaREV28, and CaREV29), as shown in Table 2 .
The Ct values of each of the putative RG derived from four pepper fruit developmental stages (IM, MG, B, and MR) were used in this study to evaluate the expression levels (Supplemental Table 4 ; Figure 2) Table 4 ).
Validation of the Selected RGs Based on the Boxplot, geNorm and Normfinder Results
For the boxplot analysis, 12 of the 35 candidate RGs were identified for low whisker difference values (Whisker Dvalue). These candidates were: CaREV16, CaREV21, CaREV27, CaREV24, CaREV09, CaREV28, CaREV33, CaREV31, CaREV05, CaREV08, CaREV23, and CaREV32 (Table 3; Figure 2 ). Therefore, based on the boxplot standard, these 12 candidate RGs were defined as the most stably expressed. The geNorm analysis determined that the 12 most stable candidate RGs with average expression stabilities (M) less than 0.92 were: CaREV05, CaREV08, CaREV31, CaREV33, CaREV09, CaREV27, CaREV21, CaREV16, CaREV28, CaREV23, CaREV26, and CaREV32 (Table 3) . This study also used Normfinder to evaluate the stability of these 35 putative RGs. 12 of the RGs were identified as being stably expressed (stability value less than 0.7), according to the statistical algorithm of Normfinder, i.e., CaREV16, CaREV21, CaREV27, CaREV26, CaREV14, CaREV23, CaREV19, CaREV28, CaREV09, CaREV20, CaREV25, and CaREV32.
Although the three different assessing systems (Boxplot, geNorm, and Normfinder) provided different results, 12 of the putative RGs (CaREV05, CaREV08, CaREV31, CaREV33, CaREV09, CaREV27, CaREV21, CaREV16, CaREV28, CaREV23, CaREV26 , and CaREV32) were found to occur in at least two different statistical algorithms (Table 3) . Generally speaking, the Ct value of a suitable RG should be between 15 and 30. Also, the optimal amplification efficiency (E) of primer pairs should be between 0.9 and 1.1 (Tiangen, China). Among these 12 genes, it was found that the average Ct value of CaREV23 was closer to the upper limit (28.4) (Supplemental Table 4 ), and the amplification efficiency (E) of the CaREV28 primers was less than 0.9 (0.86) ( Table 2) . Therefore, the authors of this study do not recommend these two genes as RGs. The remaining 10 putative CaREVs, including CaREV05, CaREV08, CaREV31, CaREV33, CaREV09, CaREV27, CaREV21, CaREV16, CaREV26, and CaREV32, were identified as being qualified RGs for normalization in pepper fruit development.
Recently, some research studies have reported that the application of more than one RG in normalization can assist in obtaining more reliable qPCR results (Reid et al., 2006; ExpositoRodriguez et al., 2008; Gutierrez et al., 2008) . Therefore, the present study utilized geNorm software to calculate the pairwise variation values (V) between two sequential normalization factors which contained an increasing number of genes (see the materials and methods section). The pair-wise variation revealed that the V2/3 value was 0.05 (significantly < 1.5), which suggested that the combined use of the two top-ranked RGs, i.e., CaREV05 and CaREV08, would suffice for an improved normalization in pepper fruit developmental studies ( Figure 5 ).
Practical Validation of the Top-Ranking RGs: CaREV05 and CaREV08
In this study, in order to practically validate the reliability of the two top-ranked RGs (CaREV05 and CaREV08), the expression patterns of the CaPAL and capcaisin contents were analyzed in the fruit of the "007e" pepper line at four developmental stages (IM, MG, B, and MR). CaREV05 and CaREV08, as well as their combination (CaREV05/CaREV08), were used to normalize the expressions of the CaPAL. Meanwhile, CaUBI-3, which was the previously identified RG in the pepper (Wan et al., 2011) , was used as the control. As presented in Supplemental Figure 3 , the transcript abundance of CaPAL at the IM stage of the pepper fruit development was set as the control. Then, by using the CaREV05, CaREV08, or CaREV05/CaREV08 combination for the normalization, the similar CaPAL expression trends were observed. The following were the observational results: First, a sharp increase occurred after the IM stage; a peaking occurred at the MG stage; and then a decreasing trend was observed. Therefore, the expression levels at the MG stage were at least 25 times higher than those at the IM stage (Supplemental Figure 3) . Meanwhile, the highest expression level was observed using the single RG-CaREV08 (34.07 times), and the lowest expression level was observed using the single CaREV05 (25.59 times). Also, moderate expression levels were found using the paired CaREV05/CaREV08 (29.83 times). However, when the CaUBI-3 was used for the normalization, a distinct CaPAL expression pattern was observed, in which no sharp changes in the expression were evident among all the developmental stages of the pepper fruit (Supplemental Figure 3) . The capsaicin accumulation was also measured in the pepper fruit during the four developmental stages (IM, MG, B, and MR). The results showed that the capsaicin content gradually increased with the ripening of the fruit, and reached the highest level (11.84 mg.g −1 dry weight) at the B stage, which was followed by a gradual decrease (Supplemental Figure 3) . It is known that the capsaicin biosynthesis is closely correlated with the expression of the CaPAL gene (Sung et al., 2005) . In this study, this correlation was noticeable when the CaREV05, CaREV08, or CaREV05/CaREV08 was used as the RGs for the normalization. However, when normalized with the CaUBI-3, no such close correlations were detected.
DISCUSSION
The advent of qPCR technology has revolutionized the gene expression analysis in recent years. However, accurate qRCR results are mainly dependent on the use of stable RGs for normalization, which have the ability to minimize the non-biological variations of different samples. Therefore, the identification of proper RGs is essential for obtaining reliable data in qPCR analyses (Udvardi et al., 2008; Bustin et al., 2009; Guénin et al., 2009 ). Currently, some previously identified RGs, such as "House Keeping Genes" (for example, Actin, Ubiquitin, and 18s rRNA), are frequently used across a broad range of tissue samples, and under various experimental conditions (Bustin, 2002; Kong et al., 2014) . However, an increasing amount of evidence has shown occurrences of high variations in these widely-used RGs under various experimental conditions, or in different assayed organs (Guénin et al., 2009; Warzybok and Migocka, 2013) . Therefore, the selection of suitable RGs for specific conditions is critical, in order to avoid unnecessary errors in the qRCR experimental results.
Pepper fruit is viewed as a typical non-respiratory climacteric fruit. Therefore, studying its development has important reference value for other plants of the same type (Nielsen et al., 1991; Aza-González et al., 2012; Martínez-López et al., 2014; Cheng et al., 2016) , including blackberry, cherry, and cucumber. Furthermore, the capsaicin biosynthesis that occurs only in the fruit of capsicum plants has always been a hot research topic (Curry et al., 1999) . To date, mainly two research groups have been conducting research regarding the optimal RG identification and evaluation in pepper, and some of the applicable RGs were selected in the current study (Wan et al., 2011; Wang et al., 2012) . Furthermore, previous studies have shown that beta tubulin (β-TUB), ubiquitin-conjugating protein (UBI-3), and the elongation factor 1-alpha (EF1α), are optimal RGs under abiotic stresses (osmotic stress, cold, and heat), as well as hormonal treatments (salicylic, abscisic, and gibberellic acids). Moreover, it was reported that 'UBC10 (UBI-3), glyceraldehydes-3-phosphate dehydrogenase (GAPDH), and Actin gene (Actin1) were the most stably expressed among the different tissues (leaves, stems, roots, flowers, fruit, and seeds) (Wan et al., 2011; Wang et al., 2012) . However, despite all of the applicable RGs which had been validated in pepper, none of these RGs had yet been validated during the pepper fruit development. In the present study, the relative expressions of these previously identified RGs were analyzed, and the results indicated their instabilities during different stages of the pepper fruit development (Figures 1A,B) . This indicated the necessity to identify some novel RGs for the normalization of the qPCR analyses in the pepper fruit studies.
To date, many studies have been conducted to validate appropriate RGs through evaluations of the expression stabilities of traditional RGs under specific conditions (Czechowski et al., 2005; Lovdal and Lillo, 2009; Schmidt and Delaney, 2010; Dekkers et al., 2012) . In regard to the pepper fruit development, this study collected nearly 60 homologous genes of the candidate RGs which had already been reported in previous publications (Coker and Davies, 2003; Wan et al., 2011; Wang et al., 2012; Kong et al., 2015) . Then, their corresponding expression stabilities were validated during the various stages of fruit development according to the RPKM values derived from the RNA-seq data sets. Surprisingly, the majority of these candidate RGs were not well qualified for normalization as internal control genes, due to either their low transcript levels, or unstable expressions (Table 1; Figure 1 ). Therefore, it was necessary for the research team to develop a new strategy to identify the optimal RGs for pepper fruit developmental studies.
The availability of the pepper (C. annuum L.) genome databases Qin et al., 2014 ) allowed us to search for genes which were stably expressed on the entire genome level. Therefore, an entire genome level screening was conducted based on the RNA-seq data sets. Initially, 35 different pepper genes were collected as putative RGs for fruit developmental studies (Table 2) . Then, further validations were conducted by qPCR analyses in different pepper fruit samples, including IM (Immature), MG (Mature Green), B (Break), and MR (Mature Red) (Figure 2 ). To date, many algorithms have been designed to assist in the selection of optimal RGs. Among these, geNorm and NormFinder are two well-known statistical algorithms for RG validation (Zhu et al., 2012) . In this study, the geNorm determined that 12 genes were the best RGs ( Figure 4A; Table 3 ). Also, according to the Normfinder, 12 genes, including CaREV16, CaREV21, and CaREV27, were validated as being relatively better RGs (Figure 4B) . Furthermore, this study found that the whisker difference values in the Boxplot were referable for the evaluation of the expression variations. For example, CaREV16, CaREV21, and CaREV27 were the top three ranked RGs according to the whisker D-value in the Boxplot, which was exactly the same as demonstrated in the Normfinder (Figure 3; Table 3 ). It should be noted that variations in the validation results were expected due to the different algorithms which were adopted in the three methods (Vandesompele et al., 2002; Andersen et al., 2004) . Therefore, by considering the above-mentioned evaluation results of the three algorithms, along with the other referable factors (gene transcript level, primer amplification efficiency), 10 genes (CaREV05, CaREV08, CaREV31, CaREV33, CaREV09, CaREV27, CaREV21, CaREV16, CaREV23, and CaREV26) were identified as suitable candidate RGs for fruit development studies. FIGURE 5 | Analysis of the best RG association using the geNorm algorithm. The pairwise variations (V-values) were calculated in the geNorm. When Vn/n+1 was less than 0.15, the n gene was qualified as an RG association; V2/V2 was 0.05 (<0.15), which meant CaREV05 and CaREV08 qualified as an RG combination.
In general, it is known that the application of more than one RG in the normalization can efficiently improve the accuracy of the qPCR results (Reid et al., 2006; Exposito-Rodriguez et al., 2008; Gutierrez et al., 2008) . Therefore, in order to explore the appropriate number of RGs in the pepper fruit development, the V values based on the geNorm were calculated in the present study (Figure 5) . According to the geNorm evaluation, a combination of two RGs (CaREV05 and CaREV08) would be a better choice for normalization when more reliable qPCR results were required.
Notably, capsaicin is a symbolic substance in pepper fruit. Fortunately, the regulatory mechanism of capsaicin biosynthesis has been clearly elucidated (Curry et al., 1999; Perucka and Materska, 2001; Narasimha Prasad et al., 2006) . Moreover, CaPAL is one of the key genes which regulates capsaicin accumulation in pepper fruit (Curry et al., 1999; Perucka and Materska, 2001) . Therefore, the correlation between the CaPAL expression pattern and capsaicin biosynthesis during the development of pepper fruit has been effectively used for reliable evaluations of the topranked RGs. According to the results of Sung et al. (2005) , a high expression level of CaPAL can lead to the initial stage of capsaicin accumulation. Therefore, good correlations were found between the capsaicin accumulation and the CaPAL expression when the top-ranked RGs were used, including CaRev05, CaREV08, and a CaREV05/CaREV08 combination. However, no close correlations were observed between the CaPAL expression pattern and the capsaicin content during the fruit development stages when CaUBI-3 was used for the normalization. Therefore, based on these results, it was considered logical to propose that the top-ranked RGs in this study were appropriate for normalization during pepper fruit development.
It is worth noting that, due to the complexity of the fruit development process, the gene expression analysis of the pepper fruit has now been extended to more precise tissue parts, such as the pericarp, placenta, and even the seeds (Del Rosario AbrahamJuárez et al., 2008; Liu et al., 2013; Phimchan et al., 2014) . Therefore, it was believed that the RGs which were identified in this study can be further validated in different tissue sections of the pepper fruit in the future, in particular for experiments which are focused on more specific tissue types.
CONCLUSIONS
In this study, the expression stabilities of previously reported RGs based on RPKM values were evaluated using an entire genome RNA-seq data mining method (Dekkers et al., 2012) . Due to their unstable expression patterns, it was determined that most of the RGs were not qualified for normalization. In addition, based on the RNA-seq data sets, 35 novel RGs which were found to be stably expressed during pepper fruit development were selected for further validation using qPCR analyses. These were evaluated using three different statistical algorithms (geNorm, Normfinder, and Boxplot). The results revealed that 10 identified RGs, i.e., CaREV05, CaREV08, CaREV09, CaREV16, CaREV21, CaREV23, CaREV26, CaREV27, CaREV31 and CaREV33, displayed more stable expressions when compared to the traditional RGs used in pepper fruit. Moreover, CaREV05 and CaREV08 appeared to be optimal RG combinations if more than one RG was required to improve the accuracy of the qPCR results. In this research study, not only were the optimal RGs in pepper fruit development unveiled, but a new strategy for identifying ideal RG in other sequenced plant species was also established.
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